Summary. The existence of a trypsin-like enzyme (TLE) 
Summary. The existence of a trypsin-like enzyme (TLE) in acrosomes of epididymal spermatozoa was confirmed and was further demonstrated to be present in acrosomes of ejaculated and capacitated spermatozoa. TLE rapidly removes the zona pellucida of the ovum. Extracts of acrosomes of ejaculated spermatozoa contain an inhibitor that is separated from the TLE by purification of the TLE.
The inhibitor of TLE is also present in seminal plasma. This enzyme\p=m-\ enzyme inhibitor relationship appears analogous to the corona-removing enzyme-decapacitation factor relationship and part of capacitation very likely involves removal of the inhibitor from TLE and decapacitation factor from the corona-removing enzyme. TLE is inhibited by soybean trypsin inhibitor and less effectively by mercaptoethanol. Yamane (1935a, b) showed that canine sperm extracts obtained by toluene treatment had the ability to remove the external layers of ova and contained a trypsin-like enzyme (TLE). Buruiana (1956) also reported the presence of trypsin activity in spermatozoa of several species. (1965) . On further fractionation of these extracts by DEAE-column chromatography, TLE activity was found in one of the eluted protein peaks. This peak also possessed the ability to remove the zona pellucida from rabbit ova.
The purposes of the present experiments were to explain the absence of TLE activity from crude acrosome extracts of ejaculated spermatozoa in view of the demonstration of TLE in epididymal spermatozoa (Stambaugh & Buckley, 1968) and to determine the effect of capacitation on TLE activity of spermatozoa. (Zaneveld et al., 1969) .
Experiments on ova were performed by incubating 0-3 ml of the test solution with four ova from which the cumulus had been removed by treatment with hyaluronidase.
As shown in Table 1 (Zeya & Spitznagel, 1969) . Previously, Haendle, Fritz, Trautschold & Werle (1965) and Fritz, Trautschold, Haendle & Werle (1968) demonstrated a heat-stable polypeptide trypsin inhibitor in the seminal vesicles of mice, guinea-pigs and bulls. The existence, after contact with seminal plasma, of a TLE-inhibitor complex is analogous to the complex between corona-re¬ moving enzyme (CRE) and DF described by Zaneveld et al. ( 1968) . It is probable that both TLE inhibitor and DF are removed during capacitation enabling the CRE and TLE to act in sequence on the corona cell layer and the zona pellucida to effect penetration of the ovum. DF did not inhibit TLE or pancreatic trypsin, indicating that the inhibitors are specific for each penetration enzyme.
Characterization of the acrosomal enzyme as trypsin-like is justified because of hydrolysis of benzoyl arginine ethyl ester at pH 8 and inhibition by soybean trypsin inhibitor.
